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Coronary artery disease (CAD) has a complex etiology involving numerous environmental and genetic factors of disease risk. To date, the genetic 9p21 locus represents the most robust genetic finding for prevalent and incident CAD. However, limited information is available on the genetic background of the severity and distribution of CAD. CAD manifests itself as stable CAD or acute coronary syndrome. The Gensini score quantifies the extent CAD but requires coronary angiography. Here, we aimed to identify novel genetic variants associated with Gensini score severity and distribution of CAD. A two-stage approach including a discovery and a replication stage was used to assess genetic variants. In the discovery phase, a meta-analysis of genome-wide association data of 4,930 CAD-subjects assessed by the Gensini score was performed. Selected single nucleotide polymorphisms (SNPs) were replicated in 2,283 CAD-subjects by de novo genotyping. We identified genetic loci located on chromosome 2 and 9 to be associated with Gensini score severity and distribution of CAD in the discovery stage. Although the loci on chromosome 2 could not be replicated in the second stage, the known CADlocus on chromosome 9p21, represented by rs133349, was identified and, thus, was confirmed as risk locus for CAD severity. inTrODUcTiOn Coronary artery disease (CAD) is the most common cause of death in industrialized countries, and its prevalence is rapidly increasing in developing countries. CAD has a complex and heterogeneous etiology involving numerous environmental and genetic factors of disease risk. According to epidemiological and family-based studies, the genetic heritability of CAD is suggested to be ~40-60% within a population (1) . Common genetic susceptibility loci have been identified to be independently associated with CAD risk through genome-wide association studies (GWAS) (2, 3) , including the 9p21 locus as being the most robust genetic finding for CAD to date. However, from a clinical perspective the observed effect sizes of these loci are small to moderate (3) which may, in part, be due to the heterogeneity of the different CAD phenotypes that were examined ranging from population at risk of developing CAD over anamnestic CAD to angiographically confirmed CAD and from stable disease to acute coronary syndrome.
In primary prevention, population risk of CAD is established mainly by the Framingham Risk Score (4). However, in recent years, this attributable risk was refined by additional markers indicating low, intermediate, or high risk populations (5) . Coronary angiography remains the gold standard to assess CAD (6) . The Gensini score (7) was established to quantify the severity and extent of CAD, including stenosis severity and anatomical location according to its functional relevance in the coronary circulation. An important advantage of using the Gensini score over others (e.g., SYNTAX score) is that it includes early alterations of atherosclerotic disease and mild stenoses.
In this study, we aimed to identify additional genetic loci more specific to the severity and distribution of CAD. We carried out a genome-wide approach of genetic variations with the Gensini score in European patients who underwent coronary angiography.
MaTerials anD MeThODs gWa Meta-analysis-Discovery
We conducted a meta-analysis of GWAS data in 4,931 participants of European ancestry from three large cohorts. The study was performed in the AtheroGene study (8) , the LIFE Heart Study (9) , and the LURIC study (10) . Each study was carried out in accordance with the recommendations of the local ethics committee, and all participants gave written informed consent in accordance with the Declaration of Helsinki. The protocols were approved by the respective local ethics and data safety committee. The cohorts are described in detail in the Supplementary Material. assessment of the gensini score Coronary artery disease severity was assessed according to the method described by Gensini (7) . Briefly, each coronary artery lesion is scored for the diameter stenosis (25% = 1, 50% = 2, 75% = 4, 90% = 8, 99% = 16, complete occlusion) This score is multiplied with a predefined factor according to the functional relevance of the diseased vascular segment. This calculation yields a sum score describing CAD severity in each patient.
genotyping and imputation
Genotyping was conducted using the Affymetrix Whole-Genome Human SNP Array 6.0 in AtheroGene and LURIC and using the Affymetrix Axiom CADLIFE Array in LIFE Heart. Processing of DNA samples was performed using the Affymetrix GenomeWide Human SNP Nsp/Sty Assay 5.0/6.0, and the Affymetrix/ Axiom Reagent kit, respectively, and hybridization was done in accordance with the manufacturers' standard recommendations. Details on quality control used for genotyping are described in the Supplementary Material.
Each study imputed genotype data to 2.5 million nonmonomorphic, autosomal SNPs using HapMap haplotypes (CEU population, release 24, build 36) as reference. Imputation was performed with the software IMPUTE v2.1.0. as reference. Analyses were restricted to individuals of European descent only.
statistical analyses
Genome-wide association study was conducted in each discovery cohort independently. All individuals with coronary artery bypasses or with a Gensini score = 0 were excluded from analysis to ensure that the observed effect was driven by the continuous severity of CAD rather than binary presence or absence of the disease. Data were analyzed by applying linear regression with an additive genetic model (1 degree of freedom trend test) to evaluate the association between log-transformed Gensini scores and genotypes (0, 1, and 2 variant alleles). Analyses were performed with adjustment for age and gender in all studies. To account for population stratification, we additionally adjusted for the first three components from principal component analysis (PCA). A fixed-effects meta-analysis was conducted by combining individual estimates of genotype effects from AtheroGene, LIFE Heart, and LURIC after excluding genotyped and imputed SNPs not meeting the quality control filters (Supplementary Material).
An a priori threshold for genome-wide significance was 5 × 10
, and a p-value >5 × 10 −8 but <5 × 10 −6 was considered moderate evidence for association.
replication Replication cohorts included 2,283 participants from the VIVIT, stenoCardia, and INTERCATH studies. Details about these cohorts are provided in the Supplementary Material.
For replication phase, we selected SNPs with a p-value <5 × 10 −6 from the discovery meta-analysis (rs1485086, rs2376012, rs16835318, and rs17752803) on chromosome 2 and SNP rs1333049 on chromosome 9.
De novo genotyping for replication was performed for the five selected SNPs in VIVIT, stenoCardia and INTERCATH by 5′Nuclease assays using ABI genotyping assays (Applied Biosystems, Darmstadt, Germany). Genotyping was performed in 96-well plates. The Genotyping Master Mix (Applied Biosystems, Darmstadt, Germany) was used in a 7-µl total reaction volume, including 20 ng DNA per reaction. Genotypes were automatically attributed by measuring the allele-specific fluorescence on the ABI 7900HT real-time PCR System (Applied Biosystems, Darmstadt, Germany), using the SDS 2.4 software for allele discrimination (auto caller confidence interval >95%). FigUre 1 | Manhattan Plot of −log10 (p) for association of single nucleotide polymorphisms (SNPs) and chromosomal position for all autosomal SNPs analyzed in the meta-analysis of three independent discovery cohorts. Associations with a p-value <5 × 10 −8 were considered genome-wide significant. The analysis was adjusted for age and gender.
Association was tested by a linear regression model assuming additive allele effects in the replication studies. For single SNP replication analysis, we assumed concordant direction of effect and a p-value <0.05. Combined meta-analysis was repeated for the replication cohorts alone.
resUlTs
The characteristics of the discovery and replication cohorts are presented in Table 1 . Mean age of the study participants in the discovery cohorts was 63 years (SD ± 9.8) in AtheroGene, 63.4 years (SD ± 11.3) in LIFE Heart, and 62.3 years (SD ± 10.8) in LURIC. 22, 26.6, and 31.8% of the participants, respectively, were women. The median Gensini score was 38 (18-65.5) in AtheroGene, 24 (6-49) in LIFE Heart, and 27 (5-53.5) in LURIC.
In the replication cohorts, mean age was 64.2 years (SD ± 10.5) in Vivit, 64 years (SD ± 11) in stenoCardia, and 69.7 years (SD ± 10.6) in INTERCATH. 27.8, 29.4, and 27.8% of the participants, respectively, were women. The median Gensini score was 15 (1-42) in Vivit, 23 (9-48) in stenoCardia, and 16 (6.5-38) in INTERCATH. are shown in Table S1 in Supplementary Material. None of the SNPs reached genome-wide significance according to the conservative Bonferroni threshold of P < 5 × 10 To validate the regions on chromosome 2, the four SNPs (rs1485086, rs2376012, rs16835318, and rs17752803) were selected for de novo genotyping in our replication cohorts. In addition, we assessed SNP rs1333049 on chromosome 9 (as representative SNP of this known CAD locus) in our replication cohorts.
None of the four SNPs on chromosome 2 reached the predefined statistical significance for replication and, thus, could not be considered as replicated neither as single SNPs nor in the combined meta-analysis. However, the locus on chromosome 9p21 reached the statistical significance threshold for replication and was confirmed as locus for the severity of stenosis in CAD [rs1333049-C, p = 1.27 × 10 
DiscUssiOn
Our genome-wide association (GWA) study of angiographically defined CAD revealed that the well-established 9p21 locus is not only associated with disease risk but also severity and extent of CAD. However, this refined CAD phenotype did not lead to the identification of novel loci beyond this known locus in our medium-sized study samples.
Coronary angiography remains the gold standard for the assessment of CAD at current stage. A continuous acquisition of CAD severity may be superior to a binary assessment of CAD presence due to its progressive nature over time. Scoring systems such as the Gensini score (7) reflect the severity and extent of CAD and precisely define the disease phenotype. With the progression of CAD, an individual's Gensini score may increase over time. Accordingly, analyses were adjusted for age of the patients. Prognostic implications of the Gensini score on overall survival have been demonstrated (11) . CAD is a heterogeneous phenotype that is not fully mirrored by most of the recent GWAS (12) . For example, high heritability estimates have been reported for leftmain disease and calcified coronary lesions (13) . The Gensini score provides a detailed representation across the spectrum of CAD as it already reflects minor angiographically detectable vascular alterations and, thus, should more accurately subclassify individuals with a diagnosis of CAD.
Recent studies have demonstrated an association between 9p21 and CAD burden with number of diseased vessels or semiquantitative methods such as the Gensini score, suggesting that 9p21 promotes progressive atherosclerosis (14) (15) (16) (17) (18) . By contrast, other studies have not confirmed this association, and this lack of consistency has led to difficulties in reconciling association with presence but not extent of CAD (19, 20) .
A recent large meta-analysis, which included a breadth of published and unpublished reports on 9p21 and angiographic CAD, convincingly demonstrated that 9p21 was associated with greater CAD burden as marker of more severe atherosclerosis but not with prevalent myocardial infarction (21) .
In this study, we aimed to identify genetic loci more specifically associated with the severity and distribution of CAD by using a two-stage approach including a discovery stage and a subsequent replication stage. While none of the SNPs reached genome-wide significance in the discovery stage, several SNPs on chromosome 2 and chromosome 9 showed borderline significance. In the replication phase, the locus on chromosome 2 could not be verified; however, our results reconfirmed the known chromosome 9p21 locus as locus for CAD severity and distribution.
Strengths of this study include the availability of data from three large CAD studies, independent replication of results, and standardized definition and assessment of the extent of CAD through a validated semiquantitative score. Furthermore, similarity in quality control measures across cohorts, imputation strategies, and analytical methods account for homogeneity in analyses.
Some important limitations of our study should be noted. Compared to other GWAS samples, our combined samples were only of medium size because of the rigorous assessment of CAD that is not widely available in current GWAS studies. However, based on our statistical power, we should have been able to find medium to large effects with possible clinical relevance. Examination of larger cohorts with CAD defined by the Gensini Score may detect more genome-wide significant associations. In addition, we cannot generalize our findings to individuals of non-European ancestry. Assessment of CAD severity by semiquantitative angiographic scoring relies on angiographically detectable lesions. Disease burden that is limited to the vascular wall without significant intraluminal progression may be missed by this evaluation.
In summary, in-depth phenotyping of CAD using the angiographically determined Gensini score confirmed the chromosome 9p21 locus as risk locus of CAD severity. No additional locus of CAD severity was identified in this study. Genetic correlates of the CAD scoring systems need to be investigated in larger cohorts.
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